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Methods. Determination of Reaction Products by HPLC
. Absorbance maxima for wild-type and W188H iNOS oxygenase domains. Table S2 . Crystallographic data collection and refinement statistics for W188H iNOS. 
Determination of Reaction Products by HPLC
Rapid-quench samples (100 µl each) were mixed with 5 µl 2-propanol and were vortexed for 30 min at room temperature. Then, these solutions were centrifuged at 10,000 × g for 10 min to get rid of any precipitated materials. To estimate the amount of citrulline, NOHA and arginine in the samples, these were derivatized with o-phthalaldehyde (OPA) and quantified using a fluorometric HPLC method with standard glutamic acid, citrulline, NOHA and arginine samples as previously reported (1;2). Briefly, 40 µL of the samples were pre-column derivatized by adding 60 µL of 35 mM o-phthaldialdehyde (OPA (in 0.1 M sodium borate buffer, pH 10.0 containing 10% methanol and 0.6% β-mercaptoethanol). After 2 min of derivatization, 50 µL derivatized sample was injected onto a Hewlett-Packard ODS-Hypersil, 5 µm particle size, 21 × 100 mm reverse-phase C 18 HPLC column and eluted at a flow rate of 0.5 mL/min with linear gradients of buffers A and B. Buffer A was 20% MeOH in 5 mM ammonium acetate, pH 6.0 and buffer B was 100% MeOH. The solvent gradient was follows: 0 to 6 min, 10-50% B; 6 to 8 min, 50-90% B; 8 to 9 min, 90-100% B; the same composition waas maintained from 9 to 12.5 min; then from 12.5 min to 13 min the concentration of B was decreased from 100 to 10% B. The column eluate was monitored with an on-line Hitachi F-2000 fluorescence detector set at excitation/emission wavelengths of 360/455 nm. Under these conditions, OPA-derivatized glutamine acid, citrulline, NOHA and arginine were completely resolved and eluted at 2.1, 3.6, 5.2 and 6.8 min, respectively. All these amino acids were quantified with the aid of a calibration curve prepared on the same day as sample analysis. Each sample was analyzed in duplicate or triplicate. Figure S4 . Decomposition of EPR signal for t = 1.5 s. When trying to fit the signal to the known spectra of an H 4 B radical from ∆65 iNOSoxy wild-type samples, some deviation was found (top, green line). Different amounts of an H 4 B radical signal were subtracted from the 1.5 s EPR signal (bottom). The resulting spectra were visually inspected until the calculated signal was reasonable (bottom, black line). It must be noted that this is only a calculated spectra and further experimental analysis is required to establish the presence of a secondary signal superimposed to the H 4 B radical signal and ascertain the relative amounts of the two signals. The peak-to-trough value of the resulting signal (bottom, black line) is 33 Gauss, lower than the H 4 B signal (38 Gauss) but wider than the NOS semiquinone radical (20 Gauss, (5)) or other protein based radicals.
